Introduction
============

Relapse of the underlying disease is a major drawback of allogeneic hematopoietic stem cell transplantation (HSCT) for myelodysplastic syndrome (MDS) and secondary acute myeloid leukemia (sAML) evolved from MDS, in particular as a consequence of the increasing numbers of HSCT with reduced intensity conditioning.^[@b1-1030237],[@b2-1030237]^ As in other diseases, there is no defined standard approach to the management of post-transplant relapse.^[@b3-1030237]^ Several studies addressing the outcome of post-transplant relapse in different myeloid diseases have included patients with MDS.^[@b4-1030237]--[@b6-1030237]^ However, a specified analysis for MDS was usually not performed, or included only limited numbers of patients. Hence, no large-scale analysis of risk factors, different treatment strategies and outcomes of MDS relapse after HSCT is available. The Chronic Malignancies Working Party (CMWP) of the European Society for Blood and Marrow Transplantation (EBMT) performed a retrospective, registry-based analysis on adults with hematological relapse after allogeneic HSCT. Data are intended to serve as a baseline and comparison for future trials using innovative approaches.

Methods
=======

Inclusion criteria for patients from the CMWP registry comprised: (i) first allogeneic HSCT for MDS or sAML, using matched related, mismatched related or matched unrelated donors; (ii) age at HSCT ≥18 years; (iii) first hematological relapse after transplant (excluding decreasing chimerism or cytogenetic/molecular relapse); and (iv) reliable documentation about the management of post-transplant relapse. Patients had agreed to reporting data to national and international registries before transplantation. The study was approved by the ethical committee of the Medical Faculty, University of Essen. All procedures complied with the ethical standards of the responsible committees (institutional and national) and the revised version of the Helsinki Declaration of 1975.

Based on the first treatment received during the first 6 months after relapse, three treatment groups were defined: (i) patients who did not receive any cellular therapy; (ii) patients who received donor lymphocyte infusion (DLI); and (iii) patients who underwent a second allogeneic HSCT (HSCT2). The 6-month cutoff was chosen, since \>95% of HSCT2 and \>98% of DLI reported in published studies were performed within the first 6 months after relapse. Hence, the cumulative use of these strategies, as well as the outcome of patients treated without cellular therapy, could be studied. Patients who both received DLI and underwent a subsequent transplant proceeded to the DLI group, if HSCT2 was given \>90 days after DLI, because 90 days were regarded as sufficient to evaluate the effect of DLI. Patients who received a second transplant \<90 days after DLI entered the HSCT2 cohort, since HSCT was considered as the decisive intervention for the long-term outcome. Although being somewhat arbitrary, this classification enabled patients receiving both DLI and HSCT2 to be included in the analysis without uncontrolled bias. Conditioning,^[@b7-1030237]^ graft-*versus*-host disease (GvHD)^[@b8-1030237]^ and remission before HSCT^[@b9-1030237]^ were defined as described previously. As suggested^[@b5-1030237]^, the transfusion of peripheral blood stem cells or bone marrow was defined as DLI, if no prior conditioning and no prophylactic immunosuppression was given, whereas HSCT2 was defined as infusion of donor peripheral blood stem cells or bone marrow following a conditioning regimen and with prophylactic immunosuppression (refer to the *Online Supplement* for details).

Statistics
----------

Overall survival from relapse was the primary endpoint.^[@b10-1030237]^ Variables considered included characteristics of patients and their disease, donors, transplant procedure, and relapse (see the *Online Supplement* for details). Variables were compared among treatment groups, using the chi-square test for categorical variables and the Kruskal-Wallis test for continuous ones. In patients receiving DLI or HSCT2, cumulative incidence of relapse and non-relapse mortality were analyzed by competing risks models, with the starting time being the moment of DLI/HSCT2. In addition to the factors mentioned above, the characteristics of the DLI/HSCT2 were considered for risk analysis. Outcomes of subgroups were compared using a log-rank test. Cox proportional hazards regression models were used for multivariable analyses of factors for time-to-event endpoints. Variables were included if considered relevant based on the univariate analysis (*P*-value \<0.2), or known to be so from the literature. Patients with missing predictor data were included in the analysis by assigning them to separate categories of the pertaining variables. Hazard ratios (HR) and 95% confidence intervals (95% CI) are reported. R Version 3.1.0, packages 'survival', 'cmprsk' and 'mstate'^[@b11-1030237]^ and SPSS versions 18 and 23 (SPSS Inc. Chicago, IL, USA) were used.

Results
=======

Patients' characteristics and overall outcome
---------------------------------------------

A total of 698 patients fulfilled the inclusion criteria ([Table 1](#t1-1030237){ref-type="table"}). The median interval between HSCT and hematological relapse was 6.3 months (range, 1--160.8). The median follow-up from relapse among survivors was 9.4 months (range, 0.7--119.8). The median overall survival from relapse of the entire cohort was 4.7 months (95% CI: 4.1--5.3 months). The overall survival rate was 27.6% (95% CI: 24.2--31.3%) at 1 year, 17.7% (95% CI: 14.8--21.2%) at 2 years and 11.4% (95% CI: 8.8--14.7%) at 4 years ([Figure 1](#f1-1030237){ref-type="fig"}). Progression or another relapse of MDS/sAML was the leading cause of death (82.1% of deaths). The remaining deaths were from causes related to HSCT or cellular therapy (14.9%), secondary malignancies (0.7%) or other causes (2.2%). A risk factor analysis for outcome after relapse was performed. Results from univariate analysis are shown *in Online supplementary Table S1*. [Table 2](#t2-1030237){ref-type="table"} shows the results of the multivariate analysis for overall survival, based on variables available at the time of the relapse. In the multivariate model, a longer remission after HSCT (\>12 months, HR 0.4, and 6--12 months HR 0.6, *P*\<0.001), an earlier stage of MDS at time of HSCT (refractory anemia with excess blasts and sAML *versus* refractory anemia/refractory anemia with ring sideroblasts; HR 1.6 and 2.0, *P*=0.001), younger age at relapse (HR 1.01 per year, *P*=0.005), donor type (unrelated donor *versus* HLA-identical sibling, HR 1.3, *P*=0.005) and no history of acute GvHD before relapse (HR 0.6, *P*\<0.001) were associated with better overall survival from relapse.

###### 

Baseline characteristics of 698 patients relapsing after allogeneic stem cell transplantation for myelodysplastic syndrome or secondary acute myeloid leukemia.
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![Overall survival from relapse in 698 patients. Overall survival (OS) from relapse of the entire cohort (gray area denotes 95% confidence interval, CI, over time) The median overall survival was 4.7 months (95% CI: 4.1--5.3 months).](103237.fig1){#f1-1030237}

###### 

Multivariate analysis of risk factors for overall survival from relapse in 698 patients.
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Outcome according to the treatment applied
------------------------------------------

In the first 6 months from relapse after HSCT, 213 patients were reported to have received DLI, and 110 to have undergone HSCT2. The other 375 patients had not received any cellular treatment: 109 of these were still alive and in follow-up 6 months after their relapse. Since patients who died early after relapse or whose follow-up was short did not have enough time for the transition to one of the two other groups, the comparison among treatment groups was only based on patients still in the group not having received any cellular therapy at 6 months after relapse, to avoid bias due to the high early mortality that by definition had to take place in this group.

To assess the time-dependent probability of receiving a cellular intervention in the first 6 months after relapse, or remaining alive cellular-treatment free, a competing risks analysis, accounting also for loss from follow-up, was performed. All patients started in the cellular-treatment free group, and could subsequently proceed to one of the other groups. DLI, HSCT2 and death without any cellular therapy (whichever occurred first) were considered as competing events ([Figure 2](#f2-1030237){ref-type="fig"}).

![Cumulative incidence of treatments applied during the first 6 months. The plots are stacked: the distance between two lines (and, for the uppermost curve, the distance from the curve to 100%) indicates the cumulative incidence as a function of time. At 6 months after relapse, the cumulative probability of having received a DLI (bottom group) was 31% (95% CI: 28--35%) and that of having undergone HCT2 (second group from the bottom) was 17% (95% CI: 14--19%). Thirty-five percent had died without having received DLI or HSCT2 (second group from top), whereas 18% (95% CI: 15--21%) of patients were still in the cellular treatment-free group (uppermost group).](103237.fig2){#f2-1030237}

Patients' characteristics such as age or duration of remission after HSCT were significantly different among the three treatment groups ([Table 1](#t1-1030237){ref-type="table"}). Furthermore, treatment decisions in the reporting centers had not been based on a general strategy, but had been made individually for each patient. Therefore, the reason for assigning a given patient to one of the treatment modalities could not be evaluated retrospectively at a reliable level. The three treatment cohorts were, therefore, evaluated separately, and no comparison of outcome was performed.

Patients not receiving any cellular treatment (n=375)
-----------------------------------------------------

The treatment approaches applied among patients not receiving any cellular intervention ranged from palliation only to mild and intensive chemotherapy. However, detailed information on choice and dosage of the drugs used was not available. At last follow-up, 266 patients had died without having received DLI or HSCT2: reported causes of death were MDS/sAML in 92%, and HSCT-related events in 7%. For the 109 patients alive at 6 months after relapse, the median overall survival from this landmark was 8.9 months (95% CI: 5.1--12.6). The 2-year overall survival rate was 29.7% (95% CI: 20.1--39.3%). Since the vast majority of DLI and HSCT2 had been given within the first 3 months after relapse, another landmark analysis was performed, including 221 patients who had been alive without any cellular therapy by day 90. The median overall survival from this landmark was 6.1 months and the 2-year overall survival rate was 23.8%

Patients receiving a second stem cell transplant (n=110)
--------------------------------------------------------

The characteristics of second transplants are shown in [Table 3](#t3-1030237){ref-type="table"}. Only 9% of patients underwent HSCT2 while in complete remission, whereas 90% had active disease. The median interval from relapse to HSCT2 was 1.7 months (range, 0.2--6.0). Seventy-six percent received the HSCT2 from the original donor, whereas a new donor was used in 24%. Following HSCT2, 45 patients (46% of informative cases) achieved complete remission; 16 of them developed another relapse at a median of 4.6 months (range, 1.8--37.8) after HSCT2. Acute GvHD grade II--IV and chronic GvHD developed in 24.8% and 34.6%, respectively, of informative patients.

###### 

Characteristics and early outcome of second transplant in 110 patients.
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The median follow-up was 11.0 months among survivors. The median overall survival from HSCT2 was 4.2 months (95% CI: 2.5--5.9), while the overall survival rates at 1, 2 and 4 years were 22.3% (95% CI: 13.9--30.7%), 17.0% (95% CI: 10.7--27.1%) and 12.4% (95% CI: 5.1--19.7%), respectively. ([Figure 3A](#f3-1030237){ref-type="fig"}). The cumulative incidence of relapse/progression was 35% (95% CI: 26--45%) at both 1 and 2 years, whereas the cumulative incidence of non-relapse mortality was 45% (95% CI: 35--55%) at 1 year and 49.3% (95% CI: 39--59%) at 2 years after HSCT2.

![Overall survival after second transplant. (A) Within the entire cohort of 110 patients (gray area denotes 95% confidence interval, CI, over time; 2-year overall survival: 17.0, 95% CI: 10.7--27.1%). (B) As of remission duration after first transplantation, (\>12 months, solid line, 2-year overall survival 36.6%, 95% CI: 21.9--61.0; 6--12 months, dashed line, 2-year overall survival 14.9%, 95% CI: 6.3--35.7; \<6 months, dotted line, 2-year overall survival 5.9%, 95% CI: 15.7--22.3) *P*=0.002. (C) As of remission status at time of second transplant (complete remission, solid line, 2-year overall survival 59.3%, 95% CI: 32.2--100%; active disease, dotted line, 2-year OS 11.1%, 95% CI: 5.5--22.4%) *P*=0.022.](103237.fig3){#f3-1030237}

A risk factor analysis for overall survival from HSCT2 was performed, including variables known at the time of HSCT2. Results of the univariate analysis are provided in *Online Supplementary Table S2*. Among other factors, a history of DLI given prior to HSCT2 did not influence the overall outcome. In a multivariate Cox model ([Table 4A](#t4A-1030237){ref-type="table"}) a sibling donor for HSCT1, no history of chronic GvHD after HSCT1, a longer remission after HSCT1, and HSCT2 in complete remission were strongly associated with better overall survival after HSCT2. With respect to disease stage, the median overall survival after HSCT2 in complete remission was 37.8 months, as compared to only 2.9 months after HSCT2 in active disease (univariate comparison). There was also an advantage for those patients undergoing HSCT2 from a different donor (*P*=0.044, HR 0.562, 95% CI: 0.321--0.984). The role of remission duration (*P*=0.002) and stage (*P*=0.022; univariate Kaplan-Meier estimates) is illustrated in [Figure 3B,C](#f3-1030237){ref-type="fig"}.

###### 

Multivariate analysis of risk factors for overall survival from second transplant in 110 patients.
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Patients receiving donor lymphocyte infusion (n=213)
----------------------------------------------------

The median interval from relapse to first DLI was 21 days (range, 0--170). The initial cell dose was 1×10^7^ CD3^+^ cells/kg (range, 0.3--187). Of the informative patients, 68.6%, 17.1% and 14.3% received one, two and three infusions, respectively. The median follow-up of the 50 patients alive at last contact was 18.2 months (range, 0.03--105.1). Following DLI, acute GvHD grade 2--4 was observed in 14 patients (26.4% of informative cases). Limited and extensive chronic GvHD were reported in 15 and 13 patients, respectively. While response rate to DLI was not reported for a considerable number of patients, the median overall survival from first DLI was 6.0±1.2 months (95% CI: 3.7--8.3); overall survival rates at 1, 2 and 4 years were 36.1±3.5%, 27.6±3.3% and 17.0±3.2%, respectively ([Figure 4A](#f4-1030237){ref-type="fig"}). Reported causes of death were MDS/sAML (81.7%), HSCT related causes (12.4%), secondary malignancies (2.6%), and other causes (3.3%). Results of the univariate analysis of risk factors for overall survival from first DLI are provided in *Online Supplementary Table S3*. A multivariate Cox model revealed a longer remission after HSCT (most significant), younger age, and male sex as significant protective parameters ([Table 4B](#t4B-1030237){ref-type="table"}). Some patients achieved long-term survival after receiving a second transplant following the failure of DLI. [Figure 4B](#f4-1030237){ref-type="fig"} illustrates the role of remission duration (*P*\<0.001, univariate Kaplan-Meier estimate). If post-transplant remission exceeded 1 year, the median overall survival was 25.1 months (95% CI: 8.4--41.8) and the 2-year overall survival rate was 51.3% (95% CI: 39.1--67.2%).

![Overall survival after first therapeutic donor lymphocyte infusion. (A) Within the entire cohort of 213 patients, 2-year overall survival was 27.6%, 95% confidence interval (CI): 21.1--34.1.0%. Grey area denotes 95% CI, over time (B) As of remission duration after HSCT1 (\>12 months, solid line, 2-year overall survival 51.3%, 95% CI: 39.1--67.2%; 6--12 months, dashed line, 2-year overall survival 30.8%, 95% CI: 20.2--46.8%; \<6 months, dotted line, 2-year overall survival 11.0%, 95% CI: 5.9--20.4%) *P*\<0.001.](103237.fig4){#f4-1030237}

###### 

Multivariate analysis of risk factors for overall survival after first therapeutic donor lymphocyte infusion in 213 patients.
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Discussion
==========

In the largest group of patients relapsing after allogeneic HSCT for MDS and sAML analyzed so far, less advanced stage of MDS at transplant (refractory anemia/refractory anemia with ring sideroblasts and refractory anemia with excess blasts *versus* sAML), no history of acute GvHD after HSCT, and a longer remission after HSCT were associated with better overall survival after relapse. At 2 and 4 years from relapse, 6% and 4% of patients, respectively, were alive without having received a cellular treatment. During the first 6 months after relapse, 31% of patients were selected to receive DLI and 17% of patients received a second HSCT. The 2-year overall survival rates from the intervention in these selected subgroups were 28% for DLI recipients, and 17% for patients receiving HSCT2. While remission duration after HSCT1 was the most relevant prognostic parameter both after DLI and after HSCT2, no history of chronic GvHD after HSCT1, an HLA-identical family donor for HSCT1, and controlled disease at the time of HSCT2 were additional relevant factors for survival after a second transplant. Switching to an alternative donor for HSCT2 was associated with a better outcome.

Despite the large number of patients included in this analysis, the nature of a retrospective registry study implies several limitations. Most importantly, cytogenetic data were rather incomplete, thereby precluding calculation of the revised International Prognostic Scoring System score and the analysis of outcome and efficacy of different treatments in biologically defined risk groups. On the other hand, cytogenetics has not been found to play a major role in outcomes following post-transplant relapse either in AML^[@b12-1030237]^ or MDS (with the exception of very poor risk cytogenetic characteristics).^[@b13-1030237]^ Second, the analysis is based on patients transplanted in the past, for whom sufficient data of reasonable quality to perform such a detailed analysis were available. To study a possible change in outcome of post-transplant MDS relapse over time, we analyzed overall survival after relapse in a more recent cohort of MDS patients, also derived from the EBMT registry (transplantation years 2009--2012). The outcomes of this cohort were almost identical to those of our current study \[median overall survival 5.0 months, 2-year overall survival rate 19% (95% CI 16--21%), data not shown in detail\]. Similarly, the 2-year overall survival rate following post-HSCT relapse was 16% in a more recent smaller study,^[@b13-1030237]^ which compares very well with our observation. We, therefore, believe that our data are still valid for current patients, also illustrating the limited progress made in recent years in the treatment of MDS relapsing after allogeneic HSCT, and the urgent need for new concepts. As discussed below, the broader use of hypomethylating agents might be a way to improve outcomes in the future. However, so far this has not been demonstrated in the various registry analyses.

The lack of precise data on disease status at the time of relapse prevented distinguishing between relapse as MDS *versus* sAML. This is another drawback of the analysis, since bone marrow infiltration by leukemic blasts at the time of relapse was a relevant factor for overall survival in a recent analysis on patients relapsing after reduced intensity conditioning HSCT for *de novo* AML.^[@b14-1030237]^ The percentage of bone marrow blasts at relapse might also have influenced the treatment approach after relapse. The reason why no cellular therapy, DLI or a second transplant was preferred in a given patient could not be determined retrospectively. Given the differences in patients' characteristics among the three treatment groups, and because the group not given cellular therapy was a heterogeneous mixture of patients who died early, patients with a short follow-up and patients alive and truly untreated with DLI or HSCT2, we decided to limit the overall analysis of risk factors to variables that were known at the time of relapse, and performed separate studies for the DLI and HSCT2 subgroups. Hence, general conclusions for selecting treatment strategies cannot be drawn on the basis of this analysis.

As shown in many studies on relapse after allogeneic HSCT,^[@b5-1030237];[@b12-1030237];[@b14-1030237]--[@b17-1030237]^ remission duration after HSCT was the most important variable for outcome, irrespective of the applied treatment strategy. Patients with a history of acute GvHD after HSCT1 had an inferior outcome, a finding that has similarly been reported after relapse from reducing intensity conditioning HSCT for *de novo* AML^[@b14-1030237]^ and acute lymphocytic leukemia,^[@b17-1030237]^ and in a recent French study on relapsed MDS.^[@b13-1030237]^ However, in our cohort, 23% of patients who did not receive any cellular therapy for post-transplant relapse had developed acute GvHD of grade II--IV after HSCT1, in contrast to only 12% and 15% among patients who received DLI or HSCT2, respectively (*P*=0.05). Hence, a history of acute GvHD might not necessarily be a risk factor as such, but may have contributed to the decision not to consider DLI or HSCT2 in a given patient, or may have been associated with an inferior performance at the time of relapse, leading to less intensive treatment. Similarly, the history of a related donor transplant may have influenced the application of a donor cell based strategy (i.e. DLI or second transplant), and younger age may have been a criterion for offering HSCT2.

Precise information on 110 patients undergoing HSCT2 allowed for a detailed analysis of this strategy. The role of disease control before HSCT2 was a striking observation. Although only 10% of patients received HSCT2 in complete remission, stage at HSCT2 was a significant factor for outcome in multivariate analysis, and median overall survival after HSCT2 in complete remission was 37 months, as compared to only 2 months after HSCT2 in active disease ([Figure 3B](#f3-1030237){ref-type="fig"}; the large confidence intervals underscoring the need for confirmatory studies). Nevertheless, selection of patients during and after chemotherapy precludes firm recommendations. Similar results have been reported recently in a large German study on HSCT2 for acute leukemia in the related and unrelated donor setting,^[@b18-1030237]^ and in an EBMT analysis on DLI for post-transplant relapse of *de novo* AML.^[@b10-1030237]^ Unfortunately, data on remission status at time of DLI in our study were not sufficient to reproduce these findings among DLI recipients.

Switching to a different donor for HSCT2 showed a limited, although statistically significant, advantage for overall survival (HR: 0.562, 95% CI: 0.321--0.984 in the multivariate model). This observation is in line with those of several studies addressing this issue in acute leukemia,^[@b16-1030237],[@b18-1030237]^ indicating that a change of donor is definitely not disadvantageous, and seems to offer a slight improvement in certain subgroups. Hence, our data add to the growing evidence, that changing to another donor is a justifiable option for HSCT2. Donor switching might be more promising among patients receiving HSCT2 for controlled disease, whereas in patients with a short post-transplant remission or in uncontrolled disease, the aggressiveness of the underlying malignancy will most likely overwhelm a putatively improved graft-*versus*-leukemia reaction of a new donor. Change to a haploidentical family donor might be another option, given the more rapid availability and the greater HLA disparity.^[@b19-1030237]^

Finally, patients without a history of chronic GvHD after HSCT1 had a better outcome after HSCT2, suggesting that in these patients, the graft-*versus*-leukemia effect might not yet have been exploited before post-transplant relapse.

In summary, we provide data on a large cohort of consecutively reported patients with relapsed MDS and sAML after allogeneic HSCT, discussing the difficulties and limitations of such a retrospective registry analysis. As in a recent French study, which showed comparable overall results in a smaller cohort,^[@b13-1030237]^ relapse or progression was by far the leading cause of death, underscoring the need for innovative strategies. Without a graft-*versus*-leukemia-based intervention (i.e., DLI or HSCT2), only a few patients survive more than 2 years after relapse. In contrast, DLI or second HSCT showed certain, albeit still limited, efficacy in selected patients, such as patients in whom the interval between HSCT and relapse was long, or patients who responded to chemotherapy. In the EBMT analysis on AML relapse after reduced intensity conditioning HSCT, a donor cell-based intervention was shown to be mandatory for long-term remission even in these positively selected patients.^[@b14-1030237]^ Similar findings emerged from the French study on post-HSCT MDS relapse mentioned above. In contrast, patients in whom the interval between HSCT and relapse is short or patients with overt AML and high blast counts have a grim prognosis and are not likely to benefit from the traditional interventions after relapse. Our results may serve as a baseline to which new approaches can be compared, as they give a large-scale-based estimate of the results to be expected after use of each approach in the treatment of MDS relapse after allogeneic HSCT. At present, hypomethylating agents (azacytidine, decitabine) alone or in combination with DLI seem to be among the most promising compounds for the treatment of post-transplant relapse in myeloid malignancies,^[@b20-1030237],[@b21-1030237]^ because of both their direct antileukemic efficacy and their immunomodulatory capacity.^[@b22-1030237]--[@b26-1030237]^ Checkpoint inhibitors might be an option for the future.^[@b27-1030237]^ Strategies for prophylactic^[@b28-1030237]--[@b30-1030237]^ or preemptive^[@b31-1030237]--[@b33-1030237]^ treatment in high-risk patients are promising alternatives to avoid overt hematologic relapse, while targeting molecular aberrations such as *Flt3*-internal tandem duplication, or inhibition of histone deacetylase^[@b34-1030237]^ and prophylactic DLI are promising approaches to post-transplant maintenance.
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